Long QT syndrome is characterized by a prolongation of the interval between the Q wave and the T wave on the electrocardiogram. This abnormality reflects a prolongation of the ventricular action potential caused by a number of genetic mutations or a variety of drugs. Since effective treatments are unavailable, we explored the possibility of using cardiac expression of the large-conductance, Ca 2+
Introduction
Long QT syndrome (LQTS) is characterized by a prolongation of the ventricular action potential, resulting in an increased duration between the Q wave and the T wave on the electrocardiogram (ECG). This electrophysiological abnormality is a potentially life-threatening condition, because prolongation of the ventricular action potential (AP) can trigger lethal arrhythmias including torsade de pointes. Symptoms of LQTS range from mild palpitations to fainting or ventricular fibrillation and sudden death [1] . LQTS has a prevalence of 1 in 2,000 to 10,000 people and an estimated 50,000 Americans have LQTS with 3,000 deaths attributed annually to LQTSrelated arrhythmias [2] . Long QT syndrome has a variety of underlying causes including genetic mutations and drug-induced abnormalities of ventricular repolarization. To date, 13 different genes with multiple mutations at each gene have been linked to LQTS [1, 3] . Most of these genes encode ion channels including the hERG type K + channel, Na + channel, and L-type Ca 2+ channel, but others encode various structural proteins, including caveolin 3, ankyrin and A-kinase anchoring protein 9 (AKAP) [1, 3] . Mutations in the Na + channel (LQT3) and L-type Ca 2+ channel (LQT8) result in a gain-of-function to enhance depolarizing cation currents during the ventricular AP, whereas the other mutations cause a loss of function in their respective proteins [4] . There is no highly effective treatment for LQTS, although prevention of arrhythmias is attempted with β-adrenergic receptor blocker therapy, because β1-adrenergic stimulation of the heart often exacerbates arrhythmias associated with LQTS [1] . Additionally, arrhythmia termination can sometimes be accomplished with an implantable cardiodefibrillator [5] . However, these interventions are only partially effective and not curative.
HL-1 cells, a murine atrial cell line
The rapidly activating delayed-rectifier K + channel (I Kr ; Kv11.1 or KCNH2) contributes to the K + efflux that mediates repolarization in HL-1 cells [6] . These cells are a mouse cardiac cell line derived from an atrial tumor and are amenable to genetic and pharmacological manipulations [7, 8] . HL-1 cells were recently demonstrated to possess I Kr with properties comparable to native cardiac I Kr , thereby providing an experimental model suitable for studies of I Kr channels [9, 10] . In ventricular myocytes, including those isolated from human left ventricle [11] , the voltage-dependent I Kr channel generates the outward K + current partially responsible for repolarization of the cardiac AP, and inhibition of I Kr is a mechanism by which many drugs induce LQTS [12] . Two other prominent K + channels, the transient outward K + channel (I to ; Kv4.3) and the slowly activating delayed-rectifier K + channel (I Ks ; Kv7.1), also contribute to repolarization of the AP in HL-1 cells [13] . I to exerts its influence in the early phases of repolarization (phase 1 on the electrocardiogram) while I Ks is active during the late phase of repolarization (phase 3).
Although not as significant as I Kr , I to and I Ks can shorten AP duration (APD) in HL-1 cells [14] . In humans, mutations in I Ks underlie the majority of the cases of genetic LQTS (LQT1) [1] .
Expression of BK channels to shorten APD
Here, we explored the hypothesis that introducing the α-subunit (BKα) of the large-conductance, Ca
2+
-activated K + (BK) channel into HL-1 cells can shorten APD in this cardiac cell line.
BK channels are not normally expressed in cardiac plasma membranes, although they have been reported in mitochondrial membranes, where they may contribute to mitochondrial K + uptake in myocytes, and may protect the myocardium against infarction [15, 16] . In contrast, BK channels play an important role in repolarization of neuronal action potentials [17] , and are one of several key K + channels that restore resting membrane potential to depolarized vascular smooth muscle cells and other excitable cell types [18] . The properties of BK channels include Ca 2+ -sensitivity, voltage-sensitivity, and a large single-channel conductance of 200-300 pS in symmetrical K + solutions [16] . These properties imply that BK channels could be activated during the plateau phase of the AP to generate a powerful repolarizing current after introduction into cardiac myocytes. Finally, although the BK channel pore-forming structure represents a tetramer composed of four BKα subunits, a single gene encodes all BKα, unlike most other types of voltage-gated K + channels whose pore-forming structures are coassemblies of multiple α-subunit subtypes [19, 20] . From the logistical perspective, this feature would simplify the process of expressing BK channels in cardiac cells, requiring introduction of only a single BKα gene to accomplish a well-defined channel pore. However, it does not account for the possibility that ancillary BK channel subunits or modulating proteins that confer full physiological function to the channel, may be absent in cardiac myocytes. For example, small beta subunits (BKβ) are known to enhance the Ca 2+ -sensitivity of the BK channel, enabling it to open in response to small increases in [Ca i ], and thereby tightly titrating the level of repolarizing current [19, 21] . Thus, it is unknown whether expressing BK channels in cardiac cell preparations can generate functional K + current and shorten APD, a question we explored here initially in the HL-1 cell model.
Materials and Methods

Ethics Statement
C57BL/6J adult mice were anesthetized deeply with 2.5% isoflurane and sacrificed by decapitation before removal of brain tissue. This study was carried out in strict accordance with the recommendations in the Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. The protocol was approved by the Institutional Animal Care and Use Committee of the University of Arkansas for Medical Sciences (File Number: 3290). The HL-1 cell line derived from a mouse atrial tumor was established in 1998 [7] and was provided as a gift to Dr. Stimers in 2001.
Cell culture
HL-1 cells for the present study were cultured as previously described [7] in T25 flasks for passaging or plated in 35 mm tissue culture dishes for electrophysiology. Cells were cultured in supplemented Claycomb media (Sigma/Aldrich, St. Louis, MO) containing the following: 87% Claycomb medium, 10% fetal bovine serum, 1% penicillin/streptomycin, and 2 mM L-glutamine. HL-1 cells were passaged when they reached confluency (3-5 days) by exposure to 0.05% trypsin/EDTA solution for 10-12 min at 37°C. HL-1 cells were suspended in supplemented Claycomb media and then plated in the flasks or dishes. The cells were incubated at 37°C in an incubator with 5% CO 2 / 95% air.
Plasmids and transfection
A triple Flag tag (DYKDHDGDYKDHDIDYKDDDDK) was commercially synthesized and fused (GenScript, Piscataway, NJ) to the gene encoding hBKα (GenBank: U23767.1) in a vector backbone that included a bicistronic expression of mCherry for detection of transfected cells (a gift from Dr. Sarah England, Washington University). A vector containing mCherry, but lacking the hBKα gene, was used as a negative control (Null). HL-1 cells were transfected 24 hr after plating on 35 mm tissue culture dishes, when they had attained 50% to 70% confluency. Cells were transfected with 2 μg DNA per 35 mm dish using Lipofectamine LTX and Plus reagent according to manufacturer's directions (Invitrogen, Carlsbad, CA). Cells were used in experiments 48 to 72 hr after transfection.
Immunofluorescence labeling and detection
HL-1 cells were grown on glass coverslips, fixed and immunostained, and mounted on glass slides as previously described [22] . Anti- 
Patch clamp
Following transfection of HL-1 cells with either hBKα or Null plasmids for 48 to 72 hr as described above, myocytes were trypsinized (0.05% trypsin/EDTA for 10-12 min) and a drop of the cell suspension transferred to a glass bottom perfusion chamber on the stage of an inverted microscope. The chamber was perfused intermittently with control HBSS of the following composition (in mM): 145 NaCl, 5 KCl, 2 CaCl 2 , 1 MgCl 2 , 10 HEPES, and 5.5 dextrose (pH 7.4). Patch electrodes were filled with a K + -aspartate solution consisting of (in mM): 115 KOH, 115 DL-aspartic acid, 30 KCl, 1 EGTA, 10 HEPES, 1 MgATP and 10 nM or 300 nM free CaCl 2 (pH 7.2). All experiments were performed at room temperature. Electrophysiological measurements were made using conventional techniques and methods previously described [23, 24] . Data obtained in response to voltage or current pulses were low pass filtered by either analog or digital filters at 1 to 5 kHz and sampled at 2 to 10 kHz as appropriate for channel kinetics. Patch pipettes were made from borosilicate glass (8250, King Precision Glass, Claremont, CA) pulled on a Brown-Flaming P77 puller (Sutter Instruments, Novato, CA) and fire polished to have a final resistance of 3-5 MO (inside tip diameter of 0.5-1 μm). Capacitance and series resistance compensation were used to improve the quality of the voltage clamp and reduce associated artifacts. Whole-cell currents were elicited from a holding potential of -70 mV with 500 ms pulses to potentials between -60 and +60 in 10 mV increments. P/4 protocols were used to cancel leak and capacitance currents when pulse protocols were applied. Action potentials were recorded in current-clamp mode by applying a 1 ms pulse of 5 pA at 0.5 Hz following a 100 ms pulse of -5 pA to elicit an anode break excitation.
Statistical Analysis
All experiments were replicated 5 to 10 times. Measured or calculated parameters are reported as mean ± SEM. Currents were normalized to cell size by dividing by capacitance. All experiments were analyzed by unpaired Student's t-test, except for comparisons of I-V curve amplitudes, which were analyzed using analysis of variance with a Tukey post-hoc test. The criterion for a significant difference was a P value less than 0.05.
Results
Expression of hBKα and other ion channels in HL-1 Cells
HL-1 cells were transfected for 48 to 72 hr with either +hBKα plasmid bicistronically expressing mCherry and Flag-tagged human BKα gene (Fig 1, top row) or Null plasmid with mCherry only (Fig 1, bottom row) . Transfected cells identified by red fluorescence (Fig 1A and 1D) were used in all subsequent patch clamp experiments. As expected, +hBKα-transfected cells were positive for anti-Flag staining (Fig 1B and 1C) but not Null-transfected cells (Fig 1E and 1F) .
Changes in the expression of one ion channel type can alter the abundance of other ion channels, and this "remodeling" process includes cardiac myocytes that show a propensity to adapt their ion channel profiles [11, 25] . For example, deletion of one or more K + channel genes may affect the expression levels of other K + channels in cardiac myocytes in vivo [26] .
Also, changes in the expression level of K + channels may alter the cell resting membrane potential, which subsequently can influence the abundance of L-type Ca 2+ channels [27] . Based on these and other reports, we employed Western blotting to define the effect of +hBKα transfection on the expression of ion channels involved in generating APs in HL-1 cells. Our intent was to ensure that any shortening of APD attributed to hBKα expression was not related to an unintended increase of repolarizing K + channels (KCND3, K V 4.3; KCNQ1, K V 7.1; HERG, K V 11.1) or to a loss of depolarizing currents through voltage-gated Na + channels (SCN5A, Na V 1.5) or L-type Ca 2+ channels (CACNA1C, Ca V 1.2). First, we showed in Western blots using anti-Flag antibody that exogenous human BKα subunit was robustly expressed in +hBKα cells (Fig 2A) . In the same protein preparation extracted from HL-1 cells expressing hBKα, we detected the voltage-gated K + channels K V 4.3, K V 7.1 and K V 11.1 that contribute to the repolarization phase of the AP (Fig 2A) . Only K v 11.1, detected as doublet immunoreactive bands at its predicted molecular weight of~127 KD, showed a slight (~25%) but significant decrease in expression when either both bands or the single upper band were analyzed ( Fig  2B) . Notably, this loss of K v 11.1 protein in +hBKα cells would be predicted to prolong APD, rather than contribute to shortening of APD after hBKα transfection as a confounding effect. Western blots did not reveal changes in expression of the pore-forming α subunits of the voltage-gated Na + channel (Na V 1.5), which mediates the upstroke of the AP in HL-1 cells, or of the L-type Ca 2+ channel, (Ca V 1.2) which is a critical contributor to the cardiac APD (Fig 2A and 2B ).
hBKα-transfected cells exhibit BK current
HL-1 cells transfected with Null or +hBKα plasmids were subjected to the whole-cell voltageclamp mode to record macroscopic membrane currents, and thereby identify functional BK channels. Unless otherwise noted, the predicted free-Ca 2+ concentration in the pipette solution dialyzing the cells was buffered to 300 nM. This free-Ca 2+ concentration is above normal resting levels in cardiac myocytes, but below levels of free-Ca 2+ in contracting myocytes [28] ; nanomolar free-Ca 2+ concentrations are adequate to activate BK channels when present [21] . channels, which mediate large single-channel amplitudes at positive voltages. To show that this increased outward current was mediated by BK channels, iberiotoxin (IBTX) a specific inhibitor of BK channels [29, 30] was added to the patch-clamp chamber. Application of 100 nM IBTX did not significantly reduce the amplitude of outward currents in Null transfected cells (Fig 3B) , but eliminated noisy outward currents in +hBKα cells (Fig 3D) , confirming the presence of functional BK channels. Fig 3E shows (Fig 4A) . The resting membrane potential was highly variable from cell to cell (range, -40 to -75 mV) in the current-clamp mode. The reason for this variability was not readily apparent, but it did not appear to correlate In contrast, HL-1 cells transfected with the +hBKα plasmid caused the APD to be significantly shorter (3.7 ± 0.5 ms (APD50) and 14.3 ± 2.8 ms APD90; n = 13). At both 50% and 90% repolarization, there was a significant reduction of APD in cells transfected with hBKα.
To see if the shortened APD in hBKα-transfected cells was due to expression of functional BK channels, 100 nM IBTX was applied to both Null-and +hBKα-transfected cells. Using the same protocol as in Fig 4, Null (Fig 5A-5C ) or +hBKα (Fig 5D-5F ) transfected cells were stimulated at 0.5 Hz to elicit APs. Once stable APs were obtained, 100 nM IBTX was applied to determine the influence of BK channel-mediated K + current on APD. As evident from the APs recorded, IBTX had no effect on APD in the Null-transfected cell (Fig 5A) , but prolonged APD in the +hBKα-transfected cell (Fig 5D) . In the same HL-1 cells, the recording of APD as a function of time is shown in Fig 5B and Shortened AP in +hBKα cells is absent with low free Ca
2+
To confirm that the BK channel-mediated repolarizing current was responsible for the shortened APD in +hBKα, we lowered the free Ca 2+ in the pipette solution from 300 nM to 10 nM to minimize activation of BK channels. Fig 6A shows APs recorded from a +hBKα-transfected cell before and after application of 100 nM IBTX. Unlike +hBK cells dialyzed with 300 nM Ca
, in which IBTX restored shortened APD values to those of Null cells (Fig 5D-5F ), IBTX failed to lengthen APD in this +hBKα cell dialyzed with 10 nM free Ca 2+ (Fig 6A) . This finding implied that the low free Ca 2+ prevented activation of the BK channels expressed in +hBKα . IBTX had no significant effect on APD at either 50% (7.0 ± 0.5 ms control; 8.6 ± 1.3 ms IBTX) or 90% repolarization (21.3 ± 1.8 ms control; 25.1 ± 3.9 ms IBTX). In a final set of studies, we recorded whole-cell currents in voltage-clamped +hBKα cells dialyzed with 10 nM free Ca 2+ , and verified the absence of IBTX-sensitive current (Fig 6D; compare with Fig 3E) . These findings suggest that the free-Ca 2+ concentration in HL-1 cardiomyocytes regulates the activity of BK channels, and as a result, their ability to influence APD. The finding that lowering the free-Ca 2+ concentration in the cell dialysate prevented APD shortening in +hBKα -transfected cells further implies that K + efflux through BK channels was responsible for this effect in HL-1 cells.
Discussion
Our study provides initial evidence that expression of the pore-forming BKα-subunit in HL-1 cardiac cells results in a population of functional K + channels capable of shortening APD. The shortening of APD in +hBKα-transfected cells was reversed by the BK channel inhibitor, IBTX, and by lowering intracellular free Ca
2+
, which is expected to shift the voltage-dependent activation of BK channels to more depolarized potentials [21] . In contrast, Null-transfected cells lacking IBTX-sensitive BK channels exhibited longer APD values comparable to those of untransfected HL-1 cells. These findings suggest that the shortening effect of +hBKα transfection on APD was, indeed, due to a novel repolarizing K + current mediated by exogenous BK channels. We also failed to detect endogenous expression of BK channel protein in HL-1 cells, a finding also reported for other cardiac preparations [15, 16] . Regardless of these encouraging findings, we considered the possibility that +hBKα transfection disrupted the expression of native channels in HL-1 cells involved in AP repolarization. Alteration of electrophysiological cues including changes in membrane potential can influence ion channel expression in multiple cell types, including cardiac myocytes [11, [25] [26] [27] 31] . However, our Western blot screening of the most prevalent ion channels in HL-1 cells revealed that only the abundance of K V 11.1 (ERG) was different between Null-and +hBKα-transfected cells. The expression of this repolarizing K + channel was about 25% less in +hBKα cells. As Kv11.1 is a component of I Kr , which contributes to AP repolarization in HL-1 cells [9] , it is possible that a reduction in its expression could increase APD. However, this outcome was not observed in +hBKα expressing cells, which exhibited a 53% reduction in APD compared to Null cells. These findings strengthened the conclusion that the shortening of APD measured in +hBKα -expressing cells resulted from the repolarizing influence of exogenous human BK channels and was not caused by an off-target effect.
Choice of the BK channel as a repolarizing intervention
For this study, we chose to investigate the BK channel as a potential repolarizing therapeutic based on several of its unique properties. First, BKα subunits are encoded by a single gene, which simplifies plasmid design and ensures that +hBKα transfection results in a predictable pore-forming structure. Second, BK channels are uniquely activated by membrane averaged APD values measured at 50% and 90% repolarization in HL-1 cells transfected with either Null or +hBKα plasmids. BK channel expression significantly reduced APD (n = 10-13). * = significant difference from Null measurements.
doi:10.1371/journal.pone.0130588.g004 . IBTX did not significantly increase APD50 or APD90 in these cells. D) Steady state I-V relationships of whole-cell current densities calculated from +hBKα-transfected cells dialyzed with 10 nM free Ca 2+ before (solid symbol) and after (open symbol) application of 100 nM IBTX. These cells exhibited no IBTX-sensitive current (n = 5). Cells were clamped at -70 mV and pulsed to potentials between -80 and +60 mV in 10 mV steps for 500 ms (see protocol inset to Fig 3A) . [28] , it was adequate to activate BK channels during depolarizing steps in the voltage-clamp mode, or during elicited AP in current-clamp recordings [21] . In contrast, a low sub-physiological freeCa 2+ concentration (10 nM) prevented activation of expressed hBK channels. Third, in contrast to relatively small single-channel conductances ranging from 9 to 40 pS for K + channel types including the slow, rapid and ultra-rapid delayed rectifiers (I Ks , I Kr , I Kur ), inward rectifier (I K1 ) and ATP dependent (I K-ATP ) native to cardiac myocytes [32] , BK channels exhibit a "big" single-channel conductance of 100 to 300 pS [20] . The large unitary current amplitudes mediated by BK channels infers that relatively few channel openings can generate sufficient K + current to induce membrane repolarization.
Surprisingly, although BK channels appear to be ubiquitously expressed in most cell types, most studies have reported an absence of BK channel protein in cardiac sarcolemmal preparations [15, 16] . Similarly, we failed to detect native BK channels in the HL-1 cardiac cell line used in this study. However, Imlach et al. [33] recently reported that the BK channel inhibitors paxilline and lolitrem B induce bradycardia in conscious wild-type mice and in isolated perfused hearts of these animals. The bradycardia induced by BK channel inhibitors was absent in hearts of BKα knock-out mice. The authors speculate that BK channels in the sino-atrial node may regulate firing frequency, or alternatively, if BK channels exist in mitochondria of sinus nodal cells, they might influence heart rate through metabolic mechanisms. Indeed, the presence of BK channels in the inner layer of the cardiac mitochondrial membrane has been demonstrated in mouse cardiac myocytes [15] and these mitochondrial channels apparently can mediate K + removal from the cytosol to protect against myocardial ischemia [16] . Thus, although BK channels are not expressed in the sarcolemma of native cardiac myocytes, they may regulate cardiac function by an alternative unique mechanism.
Limitations of the study
We used the HL-1 cell model in this study because it displays a combination of important assets. HL-1 cells are a stable expression model, exhibit ease of transfection unlike primary cardiac myocytes, are amenable to patch-clamp and current-clamp studies, and express a complement of ion channels on the cell surface including voltage gated Na + , Ca 2+ and K + channels that resemble the ion channel types found in primary cultures of mammalian cardiac cells [7, 9, 13, 24, 34, 35] . Nonetheless, we acknowledge that there are significant limitations related to our choice of the HL-1 cell line. First, HL-1 cells are derived from an atrial myocyte tumor, and they lack features of native cardiac myocytes that include lack of structural regularity, embryonic phenotype of some genes and they continually divide in culture. Most importantly for the present study, HL-1 cells have a much shorter AP than adult mammalian ventricular myocytes including those of humans. As a result of this difference in AP phenotype, the depolarizing stimulus and rise in intracellular free Ca 2+ associated with AP generation (presumed to activate BK channels), will likely be different between HL-1 cells and human ventricular myocytes. An additional limitation is the small size of HL-1 cells, which showed average cell membrane capacitance values of~15 to 30 pF in this study. In contrast, single human ventricular myocytes exhibit cell capacitances of~100-200 pF [36] , suggesting that a higher abundance of BK channels may be required to exert a powerful repolarizing current in these cells. Finally, it is well recognized that the physiological and pharmacological properties of BK channels can be profoundly influenced by the presence of ancillary proteins and intracellular signaling molecules. For example, accessory β-subunits arising from four different genes (BKβ1-4) can bind in 1:1 stoichiometry with BKα subunits to drastically alter BK channel phenotype [21] . For example, co-assembly of BKα pore-forming proteins with BKβ1 subunits increases the Ca
2+
-sensitivity of BK channels [21] to promote repolarizing K + current, whereas BKβ4 subunits reduce surface expression of BKα proteins to lower BK channel abundance, and also confer resistance to the inhibitory effect of iberiotoxin [37] . The complexities of BK channel regulation, which are tissue-specific and only partially resolved [38] , imply that the proof-of-principle studies reported here serve only as a foundation for more detailed studies needed to evaluate the benefit of exogenous BK channel expression in shortening APD in more physiological cardiac myocyte preparations.
Relevance of findings to LQTS
Our findings raise the possibility of using the hBKα gene as a potential therapeutic for genetic forms of LQTS. About 80 to 90% of LQTS cases are associated with loss of function of two K + channels, the slow and rapid delayed rectifier K + channels [4] . Loss of function of either of these K + channels leads to a prolonged APD, which subsequently results in a net depolarization of the ventricular myocytes. This depolarization culminates in a rise in intracellular free Ca 2+ mediated by activation of voltage-gated Ca 2+ channels and less efflux through Na + /Ca 2+ exchange, conditions that promote K + efflux through BK channels. This mechanism underlies our rationale for identifying expression of exogenous BK channels as a potential therapeutic intervention for LQTS.
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